Extensive research within last two decades has indicated that curcumin extracted from turmeric (Curcuma longa), exhibits anticancer potential, in part through the modulation of inflammatory pathways. However, the residual antitumor activity of curcumin-free turmeric (CFT) relative to curcumin or turmeric is not well-understood. In the present study, therefore, we determined activities of these agents in both in vitro and in vivo models of human HCT-116 colorectal cancer (CRC). When examined in an in vitro antiproliferative, clonogenic or anti-inflammatory assay system, we found that curcumin was highly active whereas turmeric and CFT had relatively poor activity against CRC cells. However, when examined in vivo at an oral dose of either 100 or 500 mg/kg given to nude mice bearing CRC xenografts, all three preparations of curcumin, turmeric, and CFT similarly suppressed the growth of the xenograft. The effect of CFT on suppression of tumor growth was dose-dependent, with 500 mg/kg tending to be more effective than 100 mg/kg. Interestingly, 100 mg/kg curcumin or turmeric was found to be more effective than 500 mg/kg. When examined in vivo for the expression of biomarkers associated with cell survival (cIAP-1, Bcl-2, and survivin), proliferation (Ki-67 and cyclin D1) and metastasis (ICAM-1 and VEGF), all were down-modulated. These agents also suppressed inflammatory transcription factors (NF-κB and STAT3) in tumor cells. Overall, our results with CFT provide evidence that turmeric must contain additional bioactive compounds other than curcumin that, in contrast to curcumin, exhibit greater anticancer potential in vivo than in vitro against human CRC. Moreover, our study highlights the fact that the beneficial effects of turmeric and curcumin in humans may be more effectively realized at lower doses, whereas CFT could be given at higher doses without loss in favorable activity.
INTRODUCTION
Curcumin (diferuloylmethane), the yellow-colored agent in the spice turmeric (Curcuma longa), was isolated by the German Scientist Vogel in 1815 and has now been linked to a wide variety of beneficial effects (Kunnumakkara et al., 2016) . Extensive research over the last two decades has indicated that curcumin exhibits potent anti-inflammatory and anticancer activities, both in vitro and in vivo (Prasad et al., 2014) . This agent also binds to a wide variety of molecular targets with variable affinity (Gupta et al., 2011) . Therefore, it is not surprising that numerous clinical trials have been completed with curcumin (Gupta et al., 2011) .
Turmeric has been used extensively in cooking in the Indian subcontinent for centuries and is known to exhibit antioxidant, antiviral, antibacterial, and anti-inflammatory properties . Numerous in vitro and animal studies have shown that turmeric is effective against pro-inflammatory diseases, cancer, neurodegenerative diseases, depression, diabetes, obesity, and atherosclerosis (Prasad and Aggarwal, 2011; Gupta et al., 2013) . We have also previously shown that turmeric can inhibit the inflammatory nuclear transcription factor NF-κB and its multiple gene targets, and induces death receptors (Kim et al., 2012) . These effects of turmeric lead to suppression of tumor cell proliferation as well as causing chemosensitization and suppression of osteoclast formation. However, it is not clear whether these biological activities of turmeric are associated only with its active component curcumin.
Various studies indicate that curcumin-free turmeric (CFT) exhibits anticancer and anti-inflammatory potential . In one study, administration of 5.0% CFT in drinking water inhibited the formation of multiple gastric tumors in mice (Deshpande et al., 1997) . In a subsequent study, the same group of investigators also found that CFT weakly but significantly suppressed DMBA-induced mammary tumorigenesis when given in drinking water 48 h after DMBA treatment (Deshpande et al., 1998) . These studies suggest that turmeric may contain other biologically-active compounds. Indeed, over 200 different polyphenols have been identified in turmeric (Li et al., 2011) , but these largely remain uncharacterized. However, the efficacy of CFT against established cancers or how it may exhibit anticancer activity is not known. The important question is whether CFT has the potential for being efficacious and to demonstrate comparable potency in cancer patients in the absence of curcumin as a biologically-active component. Therefore, in the current study, we investigated antitumor potential of CFT, as well as those of curcumin and turmeric to permit direct comparisons, and identified biomarkers of activity using in vitro and/or in vivo models of human colorectal cancer (CRC).
MATERIALS AND METHODS

Materials
Curcumin (purity greater than 95%), turmeric and CFT were kindly supplied by Sabinsa Corporation (East Windsor, NJ, United States). Stock solutions (50 mg/mL) of curcumin, turmeric, and CFT were prepared in DMSO, stored in aliquots at −20 • C, and diluted in cell culture medium, as needed. Penicillin, streptomycin, Dulbecco's modified Eagle medium (DMEM), and fetal bovine serum were obtained from Mediatech (Manassas, VA, United States). Polyclonal antibodies against NF-κB/p65, STAT3, ICAM-1, survivin, cyclin D1, cIAP-1, PARP, procaspase-9 and monoclonal antibodies against Bcl-2, and BclxL were purchased from Santa Cruz Biotechnology (Dallas, TX, United States). Antibody against VEGF was obtained from Lab Vision/NeoMarkers (Fremont, CA, United States). All other chemicals including antibody against β-actin were obtained from Sigma-Aldrich (St. Louis, MO, United States), unless otherwise stated.
Cell Lines
Human CRC cell line HCT-116 was obtained from the American Type Culture Collection (Manassas, VA, United States) and cultured in DMEM supplemented with FBS (10%), penicillin (100 U/mL), and streptomycin (100 µg/mL).
MTT Assay
The viability of cells was determined by the MTT assay, as described previously by us . Briefly, cells (5,000/well) were incubated with the compound in a 96-well plate at 37 • C and MTT solution added to each well. After incubation for 2 h at 37 • C, SDS lysis buffer and DMSO were added and then cells incubated overnight at 37 • C. Absorbance was measured at 570 nm.
Clonogenic Assay
Colony formation was performed as described previously . Briefly, HCT-116 cells (1000 per well) in 6-well plate were treated with curcumin, turmeric, or CFT for 12 h. The medium was replaced with fresh medium, and the cells were allowed to form colonies for 9 days. Colonies were stained with 0.3% crystal violet solution for 20 min, washed and the colonies quantified.
Live/Dead Assay
The live/dead assay was used to measure cell death, as described previously . It is a two-color system: calcein AM identifies live cells and ethidium bromide identifies dead cells. At least three different fluorescent microscopic fields were captured, and live and dead cells counted.
Western Blot Analysis
Blots were developed as described previously . Briefly, whole-cell or xenograft lysates were loaded on 7.5 or 10% SDS-polyacrylamide electrophoresis gel, transferred to a nitrocellulose membrane, blocked with 5% non-fat milk, and probed with respective specific antibodies. The blots were then probed with horseradish peroxidase-conjugated secondary antibodies, and proteins detected by chemiluminescence.
Immunofluorescence Staining
Immunofluorescence staining of frozen sections on slides was performed by the previously described method . After staining, images were captured with a fluorescent microscope (Axiophot II; Zeiss, Jena, Germany) equipped with a cooled AxioCam HRc CCD camera (Zeiss) and MetaMorph version 4.6.5 software (Molecular Devices).
Nude Mouse Xenograft Model
Male athymic nude mice, 4 weeks old, were obtained from colonies bred at MD Anderson Cancer Center. All animal experiments were pre-approved by the Institutional Animal Care and Use Committee (protocol number 1511-RN00). HCT-116 cells were harvested by trypsinization from subconfluent cultures, washed once in serum-free medium and suspended in PBS. Suspensions of single cells (2 × 10 6 ) in PBS (50 µL) were injected subcutaneously in the hind leg of each mouse with a 27-gauge needle.
One week after tumor implantation, mice were randomized into groups (5 mice/group) and either the vehicle (100 µL) or the drug administered orally (5 times per week) for 4 weeks. All drug solutions were prepared fresh daily in whole milk as the vehicle. Tumors were measured every other day with a Vernier caliper, and the tumor volume calculated using the formula 0.5 × L × W 2 , where L represents tumor length, and W represents tumor width.
Two days after the final treatment, the mice were sacrificed, and each tumor was excised and divided into two parts. The first part was fixed for immunofluorescence analysis, and the second part snap-frozen in liquid nitrogen and stored at −80 • C for Western blot analysis.
Statistical Analysis
The data are presented as mean ± standard deviation and were analyzed using unpaired Student's t-test for significance between two groups. For animal studies, one-way analysis of variance (ANOVA) was used followed by the post hoc Tukey multiple comparison test to assess pairs simultaneously for determination of significant differences between groups. A value of P < 0.05 was considered statistically significant.
RESULTS
The present study was designed to determine the anticancer effects of CFT and compare them to those of curcumin and turmeric, and assess the underlying basis for the observations. The parameters investigated were induction of cytotoxicity and inhibition of colony formation in the in vitro system, efficacy in a colorectal xenograft system, and immunoblots and fluorescence images of modulated proteins.
CFT and Turmeric Are Less Effective Compared to Curcumin in Inducing Cytotoxicity of CRC Cells in Vitro
We first determined the cytotoxic effects of CFT compared to curcumin as well as turmeric in CRC cells using the MTT assay, which assessed growth inhibition. We found that curcumin induced significant cytotoxicity of CRC cells (P < 0.05), with cell growth reducing progressively from about 80% at 1 µg/mL to about 2% at the 50 µg/mL concentration ( Figure 1A) . However, cytotoxic effects of CFT and turmeric were very poor, with 70-85% growth (P < 0.05) observed at turmeric concentrations in the range 10-50 µg/mL but only at the highest 50 µg/mL concentration of CFT.
To confirm the MTT cytotoxic data, we determined the extent of cell death using the live/dead assay. The results indicated that CFT and turmeric have poor cell death-inducing effect, with only 14-17% of cells staining positively at the highest concentration ( Figure 1B) . In contrast, curcumin exposure induced greater cell death in a dose-dependent manner, approaching 70% at the highest concentration. These findings are consistent with the MTT data.
To examine whether cell death induced by the natural products is via the apoptotic pathway, we performed Western blot analysis to determine cleaved caspases and PARP as biomarkers. As shown in Figure 1C , curcumin induced cleavage of procaspase-9 and PARP at 5 and/or 25 µg/mL drug concentrations. However, CFT and turmeric did not show significant cleavage of procaspase-9, but PARP cleavage was increased at the two drug concentrations, although the increase appeared to be less than curcumin. These results again indicate that curcumin is more effective in the induction of apoptosis compared to CFT or turmeric in the in vitro model system.
CFT and Turmeric Have Poor Ability Compared to Curcumin in Inhibiting Colony Formation of CRC Cells
To further consolidate the differential activity of the three compounds, we next investigated whether CFT, curcumin, and turmeric suppressed the ability of CRC cells to form colonies at doses of 0.1-25 µg/mL. CFT did not show any marked suppression of colony formation. However, curcumin at the low dose of 1 µg/mL almost completely suppressed the colony formation of CRC cells (Figure 2A) . Turmeric, on the other hand, demonstrated about 40% suppression of colony forming ability of CRC cells (P < 0.05) only at the highest 50 µg/mL drug level.
CFT Has No Effect Compared to Curcumin in Downregulating Cell Survival and Cell Proliferative Proteins in Vitro
To identify signal transduction pathways involved in the activity of the natural products, we investigated proteins associated with cell survival and proliferation of CRC cells. We found that CFT did not suppress cell survival and cell proliferative proteins in vitro. However, curcumin consistently at the higher 25 µg/mL concentration inhibited expression of cyclin D1, cIAP-1, Bcl-2 and ICAM1 to varying degrees, but turmeric only affected cIAP-1 protein moderately ( Figure 2B) . Again, these results are consistent with the body of evidence from other systems that demonstrate CFT and turmeric have lower antitumor activity than curcumin.
CFT, Curcumin, and Turmeric Inhibit the Growth of Human CRC Xenograft in Mice
The in vitro systems in our study indicate that curcumin is more active than CFT or turmeric in inhibiting growth of CRC cells. The validity of this conclusion was next tested by comparing tumor growth inhibitory effect of these three agents in vivo using the CRC xenograft in mice and implementing the experimental protocol depicted in Figure 3A . Results of tumor volume measurement demonstrated that the tumor grows rapidly in the vehicle-treated control group (Figure 3B) . In contrast to in vitro findings, CFT effectively suppressed tumor growth in a dose-dependent manner. Although curcumin and turmeric were also found to inhibit the growth of the xenograft, it was interesting that the lower dose (100 mg/kg) of both these agents trended toward being more effective than the higher dose (500 mg/kg), although the difference missed reaching significance (0.1 > P > 0.05). Thus, the lower dose of curcumin had comparable activity to the higher dose of CFT, but only slightly more effective than the lower dose of turmeric. Importantly, no significant changes in body weight of animals were observed in any of the treated groups ( Figure 3C ).
Inhibition of Cell Survival Proteins in CRC Xenograft Treated with CFT, Curcumin, or Turmeric
We investigated the impact of CFT, curcumin, or turmeric on the expression of proteins involved in growth of CRC xenograft. Western blot analysis indicated that the effects of the lower dose of CFT (100 mg/kg) or higher dose of curcumin (500 mg/kg) and either dose of turmeric on expression of cell survival proteins were generally mild to moderate. However, the tumor tissue from mice treated with the higher dose of CFT (500 mg/kg) and lower dose of curcumin (100 mg/kg) significantly reduced levels of cell survival proteins cIAP-1, Bcl-2, Bcl-xL, and survivin ( Figure 4A) . Thus, antitumor effects in mice with CFT, curcumin and turmeric correlated with expression of cell survival proteins, and not necessarily the dose level.
CFT, Curcumin, and Turmeric Suppress the Expression of Cell Proliferation and Invasion Proteins in CRC Xenograft
We also investigated whether CFT, curcumin, and turmeric inhibited the expression of cell proliferation protein cyclin D1 and invasion protein ICAM-1 in CRC tumor tissue. Indeed, CFT dose dependently inhibited expression of these proteins in consonant with the observed tumor suppressive effects ( Figure 4B) . However, the tumor tissue from mice treated with the higher dose of either curcumin or turmeric had no change in the levels of cyclin D1 and ICAM-1 compared to the tumor tissue from mice in the control group. The tumor tissue from mice treated with the lower dose of these two compounds had markedly lower cyclin D1 levels than the tumor tissue from control mice. These data are also consistent with antitumor effects of curcumin and turmeric.
Biomarkers of Proliferation and Angiogenesis Are Inhibited by CFT, Curcumin, and Turmeric in CRC Xenograft
The Ki-67-positive index is used as a marker of cell proliferation and VEGF as a biomarker of angiogenesis. We examined whether CFT as well as curcumin and turmeric could modulate these biomarkers. All three compounds downregulated the expression of the two biomarkers in CRC xenograft tissue ( Figure 5A) . CFT suppressed the expression of Ki-67 in a dose-dependent manner while curcumin and turmeric were comparatively more effective at the lower dose (100 mg/kg) than the higher dose (500 mg/kg) in the CRC tumor. The extent of inhibitory effects on these biomarkers ( Figure 5C ) were consistent with antitumor activities in vivo.
CFT, Curcumin, and Turmeric Downregulated Inflammatory Transcription Factors NF-κB/p65 and STAT3 in CRC Xenograft Tissue
Since cell survival proteins (Bcl-2, Bcl-xL, c-IAP-1, and survivin), proliferation proteins (cyclin D1), and invasion and angiogenic proteins (ICAM-1 and VEGF) are all regulated by NF-κB and STAT3, it was appropriate to examine whether CFT, curcumin, and turmeric suppressed the expression of NF-κB (as indicated by the decline in the p65 subunit) and STAT3. Indeed, immunofluorescence analysis showed that tumor tissue from mice treated with the three compounds had reduced levels of NF-κB compared to controls ( Figure 5B) . We also observed that the level of STAT3 was similarly reduced in all drug treatment groups. The quantitative aspect of these data are presented in Figure 5C .
DISCUSSION
Curcumin is reported to be the most active component of turmeric (Sethi et al., 2009) , and this has been confirmed in the present manuscript by the demonstration that in a mouse xenograft model of CRC, turmeric is as active as curcumin. More importantly, we also demonstrated in this model that CFT is as effective as the regular curcumin-containing turmeric, which indicates that curcumin is not the only component responsible for the bioactivity of turmeric. Moreover, these in vivo results were supported at the molecular level by the suppression of proteins linked to tumor cell proliferation, survival, metastasis, and inflammation. Interestingly, results from in vitro studies, which showed that CFT and turmeric are less potent than curcumin in the inhibition of cancer cell proliferation and inhibition of colony formation ability, were not in keeping with the in vivo data.
Besides curcumin, several novel compounds in turmeric may explain the anticancer activity of CFT. These include bisacurone, calebin A, curdione, cyclocurcumin, elemene, furanodiene, germacrone, turmerin, and turmerone, which have potent biological activities. Calebin A has been reported to inhibit growth and induce apoptosis in drug-resistant human gastric cancer cells (Li et al., 2008) . Similarly, turmerones inhibit the growth of various cancer cells including leukemia, lymphoma, and breast cancer cells by modulating several signaling molecules, and of an in vivo mouse model by inhibiting inflammation-induced carcinogenesis (Park et al., 2012a,b) . Likewise, cyclocurcumin inhibited the proliferation of human breast cancer cells (Simon et al., 1998) , with germacrone also inducing cell cycle arrest and promoting apoptosis in breast cancer cells by increasing ROS formation, decreasing mitochondrial membrane potential, and by activating caspases . Other components have demonstrated utility in combination. For instance, elemene enhanced the radiosensitivity of lung adenocarcinoma xenograft through downregulation of survivin and HIF-1α (Li et al., 2012) ; it also inhibited the growth, induced apoptosis, and suppressed the expression of growth factors. However, with the many FIGURE 4 | Curcumin, turmeric, and CFT modulate expression of specific pro-growth proteins. Expression of several proteins related to (A) survival and (B) proliferation and metastasis are inhibited in CRC xenograft following drug treatment. Homogenates were prepared from individual tumor tissue from two randomly selected mice and subjected to Western blot analysis.
potentially-active components available, it increases the level of complexity to identify which contribute specifically toward the activity of CFT, particularly since the active components may not work merely in an additive manner, but possibly in a cooperative or synergistic manner to inhibit growth of CRC.
The relative in vitro cytotoxic effects of curcumin, turmeric, and CFT in the MTT anti-proliferative assay were also observed in a clonogenic assay; that is, curcumin, and to a much lesser extent turmeric and CFT, inhibited colony formation ability of cancer cells. This relative anticancer effects of turmeric and its component correlated with relative suppression of cell survival (Bcl-2 and cIAP1), metastatic (ICAM-1) and proliferative (cyclin D1) proteins, which is consistent with our previous data with turmeric (Kim et al., 2012) . Moreover, our data with PARP cleavage demonstrate that CFT, turmeric and curcumin all suppress CRC growth, albeit to reduced extent with turmeric and CFT, by inducing apoptosis as the mode of cell death, and this is also consistent with earlier reports . In this regard, it is relevant to indicate that comparisons of antitumor activity between curcumin, turmeric, and CFT are not based on molar equivalencies, since the exact composition of turmeric or CFT is not known. However, curcumin comprises about 3% (w/w) of turmeric, and if the assumption is that curcumin is the only active component, then CFT will be inactive even when using physical weight for concentrations. Similarly, if curcumin represents 50% activity of turmeric, then CFT will still have a 300-fold lower activity vs. extracted curcumin. Likewise, if curcumin has 3% of total turmeric activity, then difference between curcumin and CFT will not be significant using weight to determine concentrations. Based on this premise, therefore, we can conclude that our in vitro data demonstrate that curcumin is the major active component of turmeric.
Although in the current investigation CFT and turmeric, like curcumin, suppressed growth of human colorectal tumor transplanted in nude mouse, the exact molecular mechanism of antitumor property of these agents is not known. However, we found that these agents inhibited activation of NF-κB and STAT3, which may be linked to their anticancer mechanism, since NF-κB and STAT3 are found to be activated in most cancers (Chaturvedi et al., 2011). These agents further inhibited expression of cell survival, proliferation, and metastatic proteins, which could be another mechanism of their action. It has been shown that Bcl-2 family of proteins and IAPs are selectively overexpressed in various types of tumors and cause defects in apoptotic pathway in tumor cells (Nachmias et al., 2004) and, thereby, promote tumor cell survival (Fujita and Tsuruo, 2003) . Thus, suppression of these proteins, specifically Bcl-2, Bcl-xL, c-IAP-1 and survivin, could be the antitumor therapeutic targets of these agents. Furthermore, our results demonstrate that suppressed expression of cell proliferative protein cyclin D1 as well as of invasion and metastatic proteins ICAM-1 and VEGF also likely contribute to the therapeutic effect. However, it is interesting to note that some of these proteins, specifically Cyclin D, cIAP-1, Bcl-2 and ICAM-1, were not suppressed in vitro and, thereby, correlated with a lack of antitumor activity in the tissue culture setting. The correlation of these proteins with antitumor effects, either in vitro or in vivo, strongly indicates their seminal role in drug-induced inhibition of CRC growth. Thus, down-regulation of these proteins strongly suggests that the natural products inhibit multiple pathways, including those involved in tumor cell invasion and metastasis, to induce antitumor effects against the human xenograft model.
As mentioned above, there is discrepancy between the extent of in vitro and in vivo antitumor effects of CFT and turmeric, although curcumin was effective both in vitro and in vivo. The data with CFT is consistent with the reported finding that this agent was ineffective in suppressing benzo [a] pyrene-derived DNA adducts in vitro (Deshpande and Maru, 1995) while it was as effective as curcumin in inhibiting the growth of benzo[a]pyrene-induced forestomach papillomas in mice (Deshpande et al., 1997) . A major factor that could induce the activity of turmeric or CFT in vivo is first-pass hepatic metabolism when such agents are ingested orally. Normally, metabolism leads to inactivation of active agents, but whether turmeric or CFT are metabolically activated is not definitively known. However, numerous studies have shown that curcumin metabolites such as curcumin glucuronide, curcumin sulfate, tetrahydrocurcumin, hexahydrocurcumin, octahydrocurcumin, and hexahydrocurcuminol in animals have antioxidative, anti-inflammatory, and anticancer activities. For example, tetrahydrocurcumin reduces aberrant crypt foci and polyps formation in azoxymethane-induced colon carcinogenesis (Lai et al., 2011) . Similarly, hexahydrocurcumin inhibits COX-2 expression and induces cell cycle arrest in human CRC SW480 cells (Chen C.Y. et al., 2011) and octahydrocurcumin suppresses NF-κB activity (Pan et al., 2000) and scavenges free radicals (Somparn et al., 2007) . It seems reasonable, therefore, to postulate that the parent compounds have low potency, but are converted to active metabolites. Alternative factors that may also explain the robust in vivo activity of turmeric and CFT vs. relative in vitro inactivity are (i) presence of bioactive compounds in a complexed state that limits their bioavailability in vitro, but not in vivo, (ii) modulation of the tumor microenvironment (Sun and Nelson, 2012) , and (iii) the immune response (Miller and Sadelain, 2015) , but these remain speculative at this time and will require independent investigations to confirm.
A separate intriguing observation in our studies was an apparent inverse dose-response relationship with curcumin and turmeric in vivo, but the underlying mechanism is not known. This is probably unrelated to absorption following oral administration because saturation of absorption would normally lead to similar activity at low and high doses. However, it is possible that higher doses may activate cell survival pathways that counter pro-apoptotic effects observed at the lower dose.
Although the difference between doses did not reach the level of significance, this trend in the difference, however, was also observed at the biomarker level and consistent with increases in survival proteins at the higher doses of curcumin or turmeric that were observed in the present study. Therefore, it is reasonable to conclude that frequent low doses of curcumin or turmeric may be preferred over high bolus doses for antitumor benefits in humans.
Based on our studies, we can conclude that the in vitro experimental model is not predictive of potent in vivo antitumor effects of CFT and turmeric, and this indicates other factors are likely involved in their mode of action. Moreover, our finding that CFT and turmeric have similar in vivo activity also suggests that components other than curcumin contribute to the beneficial effects of turmeric. How individual components of CFT and/or specific in vivo biological factors are activated to inhibit growthpromoting proteins and induce apoptosis and antitumor activity in the CRC xenograft model is not known, but this is much needed information that will require more extensive independent studies.
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